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m im ctmms 

L (currently amended) A iiiethod for pLirifying a ligand-binding 

molecule from a nilxture, cornprising; 

(a) fornii-ig a Crii-rier-iiganci conjugate by "c-actmg a C-ter^-^inal 
thioester on a carrier p rotean , with a AucleopniHc group cjh a 
ligand wherein a carrier-intein fusion protein Is cleaved in the 
presence of 2-mercaptQethanesyifonic add to generate the C- 
terminal thioester on the carrier protein; 

(b) binding the carrler-ligand conjugate non-covalenUy to a 
matrix and contacting the carrler-Hganci ronjugate with a 
mixture contasnmg the Hgand-binciing molecuie to selectively 
bind iHe ligand-bindsng nnoiecuie to the carrier-ligand conjugate; 
and 

(c) eluting the ligand-folnding molecule from the ligand under 
conditions In which tbe carfler-llgand remains non-covalently 
bound to the matrix so as to obtain the purified llQand-blnsling 

m0lecuit> 

2. (preylousiy preseni:ed) A method according to claim 1,. wherein the 
ilgand -binding moiecuSe Is an antibody and the mixture Is an 
antiserum. 

3. (currently amende^d) A method according to cialm 1, wherein the 
carrier iS a matrix-binding f"-?^e^ec-uk; protein. 

4. (currently amended) A method according to claim 3, wherein the 
matrix-binding molecule protein Is selected from the group consisting 
of: a monosaccharlde-bindfng domain, a dlsacchande-blndlng domain, 
an oNgosaccharlde-bindIng domain, a chltln-binding domain, a 
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maitoso-binding domain, an arablnose-bindfng domain, an 
arabinogalactan-blndlng domain, a iectin-binding domain, a vitamin 
binding-domain, a nucleic add-blnding domain, an amino acid-binding 
domain, a meta!~blnding domain, a receptor-binding domain, a 
sulfate-blndlng domain and a phosphate-binding domain. 

(currenriy -smendod) A rr eiihod according to claim 3, whefcSn the 
matrix-binding ffH>i€c-fci4e protein Is a carbohydrate-binding molecule. 

6. (previously presented) A method according to cialm 5, wherein the 
carbohydrate-binding molecule is a chitin-binding domv^in. 

7. (currenriy amended) A method according to claim 3, wherein the 
matr;x is chilin, the matrix- brndino fBOleeile protein is a chttin-binding 
domain, the ligand is an antigen and the iigand-binding molecule is an 
antibody. 

8. , r \§s; .'P A method according to claim I, wherein the ligand is 
selected riom -i^ndgen,. an antibody,, a receptor, a receptor-binding 
domain, an enzyme and an enzyme .substrate. 

9. (withdrawn) A method for forming an affinity .matrix for binding a 
iigand-binding moiecuie, comprising: 

^a; x^rnung a Oterminai thioester by cicavage o^~a fjsson 
pi-o^oifi xvh^j'iesn the fusson protesn cou\pni,e^ 3 carrsor fused to an 
inte;r J oyand fused to srtcir,, ~, ,ch r ■ rsoa.age occurs s?: the 
prcseiicv? o? a thiol reagent at trK* sntein junction vvsch the carrier oi- the 
ligand; 

(b) combining in a mixture, either (I) the carrier with the C-^ 
termlnai thioester and the ligand with an N-t«rminal cysteine or 
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seianocyv;te§n€ or uj) the earner mm an N-Lerminai cyscelne or 
selenocysteine and the iigand with the C-terminal thioester; and 

(c) permitting the carrier to bind the matrix to form with the 
Iigand atler Hgstlon, the affinity matrix, 

ID, (withdrawn) A method according to dB\m 9, wherein the carrier is 
<iO;k;r,ted from the group consisting of: a monosaccharide- binding 
domain, a dlsaccharide- binding domain, an oligosaccharide-binding 
domam, a chitin-blnding domain, a maitose-blnding domain^ an 
arabinose-feindmg domain, an arablnogalaetan-bindlng domain, a 
lectln-blnding domain, a vitamin binding-domain, a nucleic acid- 
binding donvj-ri, an, amino acid-binding domain, a metal- binding 
domain,, a receptor- binding domain, a suifate-binding domain and a 
phosphate- binding domain. 

XI. (withdrawn) A method according to claim 9, wherein the carrier Is 
selected from N.Hhal, paramyosin, CBD and MBP. 

12. (Withdrawn) A iigand-bsnding moiecuie affinity mamx comprising-. 

a carrier conjugated to a iigand by means of a thioester- 
nucleophliic interaction; wherein one of the carrier or figand has a 
nucleophllic group and the other has a reactive thioester group, the 
carrier-ligsnd conjugate being Immobilized on a matrix, and the Iigand 
m the carrie'-llgand being optionally capable of reversibly binding a 
liga nd -bindsng moiecuie , 

13, (vvstndrawn) A iigand-binding affinity matrix according to claim 
12, wherein if the carrier-ligand Is immobilized non-speaficaliy, the 
carrier is selected from H . Hhai, Para myosin, CBD and MBP. 
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14, {Withdrawn} A melihod for screening for the jnteraclion of one or 
more smmobinzed Hgands with one or more Hgand-binding proteins m 
a preparation comprising: 

(a) covalentiy linking a carrier to a ilgand fey means of thioester- 
nucieophiiic: irsteraccion to for'v> a cdrner-hgand conjugate; 

ih) perrr^-tt.ing tne carrier- iigand to be immobilized by a matrix; 

(c) reacting a preparation containing one or more ligand-blnding 
proteins to the carrier-iigand; and 

(d) detecting tlie binding of the one or more ligand-binding 
protein witli tiie one or more Immobiiized llgands. 

1 5. (vv:tr;drawn; A method according to claim 14, vvhereifi the carrier 

protein is HJ-iha, 

16, (vvithdrev^n) A meti^od according to claim 14, wherein the carrier 
protein Is paramyosin> 

17. (withdrawn) A method according to datm 14, wherein the carrier 
prf^tc !" -jiedred from chitsn-blndlng domain and maltose-binding 
protein. 

IS. (withdrawn) A method according to ciaim 14, wherein tlie 
preparation contains one or a mixture of proteins. 

19. (wrclidr.svvr5) A method according to claim 14, wherein the 
preparation contains an affinity purified antibody. 

20. (withdrawn) A method according to ciaim 14, wherein the matrix 
is selected f^om nitroceiluiose and nylon. 
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21. (withdrawn) A me&sd according to daim 14, wh^mln tlia matrix 
Is m SDS-pDlyacrylamfde gel. 

22. (withdrawn) A method according to ciasm 14, wherefn the matrijc 
is a synthetic polymer, 

23. (wst.hdrawn : A method according to claim 22, wherein the 
synthetic polymer is a polystyrene micro-titer plate> 

24. (withdrawn) A method according to claim 14> wherein the 
preparation contains a single Ifgand-binding molecule or a set of 

hgand-binding moiecuies such that only one type of lEgand-blndlng 
molecuie- in the mixture binds to the carrier-hgand. 

25. (withdrawn) A method according to claim 14, wherein the carrier- 
llgand Is one of a set of fusion proteins such that each fusion protein 
contains a different ilgand fused to a carrier, the fusion proteins being 
located on the matrix In an ordered array for detecting interactions 
between Hgand and llgand-binding rtsoiecules. 

26. (withdrawn) A method according to claim 14, wherelfi the fusion 
protein has a combined molecular weight In greater than i.DOO Da. 

27. (withdrawn) A method according to claim 14, wherein the llgand 
is a protein having one or more post-translatlonai or chemical 
fTiOdif^ca.lions 5:;urh that the ligand-binding domain is apealic for the 
modified protein. 

28. (wthdrawn) A method for enhancing the immyoogenic properties 
of a ligand such as a peptide antigen in a animal, comprising: 
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(a) forming a carneMlgand fusion protein by intein-medlated 
ligadon; End. 

(b) aclmmlstenng an effective dose of the carrier-hgand fusion 
protein to the snlmai to obtain an enhanced immune response 
compared with the iigand In the absence of the carrier. 

j9- .vvstndrcsvvn) A iigand-carrier protein fusion molecuie, comprising: 
iiga nd fused to Hha methylase carrier protein. 

30, (withdrawn) A ligand-carrier protein fusion molecule, comprising a 
llgand fused to paramyosln. 

3L (withdrawn) A method for screensng for carrier proteins with 
affm!t:y to one or more matrices; corr^prlsing: 

(a) linking each of a plurality of carriers to a ligand by means of 
a thioester-nucleophnic interaction to form a plurality of carrier- 

ligancis; 

(b) permitting the carrier-Hgand to bind to a matrix and to a 
icjbeied sig-^nd-binding molecule that produces a signal when bound to 

a matrix; and 

(c) comparing the signal on the matrix for the piurality of 
carHers to determine the affinity of the carriers for the matrix. 



32, (cancelled) 



